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DECALARATION UNDER 37 C.F.R. §1.132 

1. We, Hee-Siq> Shin and Chanki Kim are co-inventors named in the above-referenced patent 
application. 

2. It is our understanding that chums 1, 4-9 and 1 1 of the present qtplication are rejected under 35 
use 112, l^paragraph as lackmg enable reqmrement. 

With respect to the above-rejection, we performed supplementary experiments for suf^rtu^ the 
enablement requirement. The experimental procedures and result are as follows: 

EXPERIMENTAL PROCEDURES 
Animals 

All animals were handled in accordance with die animal care and use guidelmes of fte Korea histitute of 
Science and Technology. Anunals were housed in a temperature- and humidi^-controUed envhx)nnifint 
with fiee access to food and watw under a 12-h Ught/12-h dark cycle. For fliis study, Fl (C57BL/6J x 
129S4/SvJae) male mice (10-15 weeks old) vtm used for behavioral tests. All bdwvioral ejqwriments 
were performed and videotaped by one mvestigator, and Ae tape was mterpreted by another faivestigBtor 
blmded to die genotypes of the anunab used hi the experiments. 
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Local Injection of (o-conotoxin GVIA 

Fl wild-type male mice were anesthetized with avertin, and a guide cannular (Plastics One) fw 
microinjection of an inhibitor alB subunit of N-type calcium channel , oa-conotoxin GVIA, was 
stereotaxically placed into the dorsal raphe nucleus (DRN)- The stereotaxic coordinates for the micro- 
infiision were anterior-posterior - - 4.5 mm from the bregma; lateral - ± 1.2 mm; ventral - - 4.0 mm; 
tilted 22.5 degree. Animals were injected either with vehicle (0.9% NaCl contBiniDg ImgAnl cytodnome 
C) alone or with a>-conotoxin GVIA (9 ng/0.2 ^lV5 min, Alomone) into the DRN 1 hour before the forced 
swimming test. 

RESULT 

Phenocopy by Injection of an N-type Ca*^ Channd Blocker 

To confirm that flie decreased depression behaviors of C8^.2'^mice is due to the defect of N-type Ca** 
channel in die DRN, we fi>cally injected an inhibitor alB subunit of N-type calcium channel, eh 
conotoxin GVIA (9 ng/02 |il/5 min), into fte DRN of wUd-lype male mice (Fl). After Ihr, we perfiwmed 
forced swimming tests. The mice microinjected with co-conotoxin GVIA showed a significantly reduced 
immobility in the cylinder compared to the vehicle-treated control mice (Figure). These results indicate 
that the decreased depression behaviors of Ca,2.2"'"mice were primarily due to a lack of N-type Ca^^ 
channels in the brain region, such as DRN, and also suggest that a developmental anormaly is not a &ctor 
in tiie expression of the anti-depression phenotype. 
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Phenocopy experiments In wild-type male mice with CD-conotoxin GVIA mlcroii^eeted into the DRN 

(A and B) Hie drug-injected mice (n = 8) showed a significandy reduced immobility in the forced 
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swimming test compared to the vehicle-injected control mice (n = 5). * p<0.05. 



As shown in the figure, (D-conotoxin GVIA which is an inhibitor of alB subunit of N-type 



a skilled in the art can acknowledge that the present plication conq>lies with 35 USC 1 12, first 
paragraph from the above experimental data. 

3. We hereby declare fliat all statements made herein of our own knowledge are true and that all 
statement made on information and belief are believed to be true; and further that these statements were 
made with flie knowledge tiiat willfiil fiilse statements and the like so made are punishable by fine or 
imprisonment, or both, under 18 U.S.C. §1001, and that such willful &lse statements may je(q>ardize the 
validity of the appHcatim or any patent issued diereon. 



calcium channel can alleviated symptom of depri 



1 v/hea administrated into a wild-type mice. Thus, 





SHIN, Hee-Siq> 



Date 




^008. ?.Z5 



KIM,Chanki 



Date 



Page 3 of 3 



EXHIBIT A: PAGE 3 OF 3 



